accelerates GFP-APOBEC3G turnover, there is an apdegradation by a proteasome-dependent pathway and parent difference in the kinetics observed in the two that an 80 amino acid region of APOBEC3G surassays. This presumably reflects the fact that whereas rounding its first zinc coordination motif is sufficient the pulse-chase experiments monitor the disappearance to confer the ability to partake in an interaction involvover a shortish time (up to 8 hr) of a bolus of radiolabeled ing Vif. Inhibitors of this interaction might therefore GFP-APOBEC3G that was synthesized in a short pulse, prove therapeutically useful in blocking Vif-mediated the fluorescence assay monitors the dynamic change APOBEC3G destruction.
the carboxy-terminal) portion of APOBEC3G was suffialternatively, they are intrinsically unstable with or without Vif (data not shown). cient to mediate this interaction ( Figures 3A and 3B) . While APOBEC3G can act directly on single-stranded While our results concerning a physical interaction involving Vif and APOBEC3G agree with and extend DNA [2] and Vif has been shown to be able to bind nucleic acids [14] [15] [16] , it is notable that the Vif/APOBEC3G upon those of Mariani et al. [5] , our findings that Vif triggers APOBEC3G degradation results differ from interaction is not abolished by treating the extracts with RNase and DNase, although we still cannot conclude those of these authors who, while noting diminished abundance of APOBEC3G in Vif-expressing cells as well that the interaction is necessarily direct. Analysis of further chimaeras revealed that an 80 amino acid sequence as the presence of APOBEC3G degradation products, did not find that Vif coexpression affected the half-life encompassing the first putative zinc-coordination motif of APOBEC3G is sufficient to confer the ability to partake of APOBEC3G. The explanation for this discrepancy remains a matter for speculation. We do not believe our in the interaction with Vif ( Figures 3A and 3B) .
We then asked whether the regions of APOBEC3G results are artifacts peculiar to our fusion proteins: during the review of this manuscript, others have described that conferred the ability to interact with Vif were also able to confer Vif-dependent destabilization. Pulseexperiments that use different APOBEC3G expression constructs but which have led them to similar concluchase ( Figure 3C ) as well as immunofluorescence (data not shown) experiments revealed that GFP fusions consions [19] [20] [21] . Rather, we note that the Vif antagonism of the antiretroviral effect of APOBEC3G appears to be taining the C-terminal (non-Vif-interacting) domain of APOBEC3G were stable and not subject to Vif-depencritically sensitive to the Vif:APOBEC3G ratio [1-3, 5, 17, 18]. Indeed, we have found that the effect of Vif on dent degradation. In contrast, GFP fusions with the N-terminal (Vif-interacting) domain of APOBEC3G were APOBEC3G turnover as monitored in the cotransfection assay is sensitive to the ratio of Vif to APOBEC3G exinherently unstable, not exhibiting any evident additional destabilization in the presence of Vif. Indeed, so far, we pression as well as to the time course used to monitor APOBEC3G turnover (data not shown). have not been able to identify GFP-APOBEC3G fusions comprising subregions of the APOBEC3G N-terminal Thus, Vif (in the absence of other viral components) is able to trigger degradation of APOBEC3G through a domain that exhibit Vif-dependent degradation. Either they are intrinsically stable and do not interact with Vif;
proteasome-dependent pathway. This correlates with 
